[Abstract] Membrane proteins are major sensors of extracellular stimuli and initiators of intracellular signal transduction, and their abundance on the cell surface in particular is often dynamically regulated even when there are no significant changes of their total abundance in a cell. This protocol is designed to biochemically label and separate membrane proteins on the plasma membrane from those in the intracellular compartments. In conjunction with coimmunoprecipitation and western blot analysis, functional analysis of dynamic interaction of membrane proteins with other membrane proteins or intracellular adaptor and effector proteins can be achieved.
9. Transfer all contents of each well into a 1.5-ml tube and spin at Vmax (about 14,000 rpm) on a 4 °C desktop centrifuge for 10 min.
10. Save 10 μl supernatant (added 10 μl 4x loading buffer) as offers.
Mix 100 μl supernatants with 50 μl 50% slurry of immobilized Neutravidin and rotate for 2-3 h at 4 °C. 12. After the final wash, remove the supernatant and add 25 μl 4x loading buffer to the beads.
Mix well and put the tubes in a 65 °C water bath for 10 min to denature proteins (65 °C is chosen because we find that in boiling water, many membrane proteins form aggregates, which results in failure of proteins to migrate into acrylamide gels). Load 10 μl for western blot analysis. 95.1 g EGTA·2H2O 500 ml ddH2O
Add NaOH until EDTA dissolves and add HCl to adjust pH back to 7.4.
c. 100 mM Na3VO4
1.84 g Na3VO4·10 H2O
Add HCl to pH less than 10 (yellow solution). Boil the solution until clear and colorless.
